Bisphenol S (BPS) is increasingly used as a replacement plasticizer for bisphenol A (BPA) but its effects on human health have not been thoroughly examined. Recent evidence indicates that both BPA and BPS induce adipogenesis, although the mechanisms leading to this effect are unclear. In an effort to identify common and distinct mechanisms of action in inducing adipogenesis, transcriptional profiles of differentiating human preadipocytes exposed to BPA or BPS were compared. Human subcutaneous primary preadipocytes were differentiated in the presence of either 25 μM BPA or BPS for 2 and 4 days. Poly-A RNA-sequencing was used to identify differentially expressed genes (DEGs). Functional analysis of DEGs was undertaken in Ingenuity Pathway Analysis. BPA-treatment resulted in 472 and 176 DEGs on days 2 and 4, respectively, affecting pathways such as liver X receptor (LXR)/retinoid X receptor (RXR) activation, hepatic fibrosis and cholestasis. BPStreatment resulted in 195 and 51 DEGs on days 2 and 4, respectively, revealing enrichment of genes associated with adipogenesis and lipid metabolism including the adipogenesis pathway and cholesterol biosynthesis. Interestingly, the transcription repressor N-CoR was identified as a negative upstream regulator in both BPA-and BPS-treated cells. This study presents the first comparison of BPA-and BPS-induced transcriptional profiles in human differentiating preadipocytes. While we previously showed that BPA and BPS both induce adipogenesis, the results from this study show that BPS affects adipose specific transcriptional changes earlier than BPA, and alters the expression of genes specifically related to adipogenesis and lipid metabolism. The findings provide insight into potential BPS and BPA-mediated mechanisms of action in inducing adipogenesis in human primary preadipocytes.
Introduction
Bisphenol A (BPA) is an industrial chemical used in the manufacture of polycarbonate plastic found in a number of consumer products such as thermal paper, canned foods and epoxy resins [1] . Human exposure to BPA is ubiquitous, and measurable amounts of BPA were present in the urine or blood in the general population [2, 3] . Due to recent regulatory restrictions and public pressure, both in Canada and in other countries, bisphenol S (BPS) is now commonly used as a substitute for BPA in the manufacture of polycarbonate plastic and is found in similar consumer products [4] [5] [6] . Like BPA, BPS has also been detected in the environment and indoor dust samples [7, 8] and human exposure to BPS has been confirmed through urine analysis [8, 9] .
Many studies to date have linked BPA exposure to human negative health outcomes including breast cancer, reproductive disorders, heart disease and obesity [10] [11] [12] [13] . In contrast, the effects of BPS on endocrine function and human health have not been as extensively studied. Emerging evidence suggests that BPS may have endocrine disrupting effects, much like BPA [14] [15] [16] . We and others have previously shown that BPA [17] [18] [19] [20] and its metabolite BPA-glucuronide (BPA-G) induce lipid accumulation and adipogenesis in vitro [19] . Moreover, we have also reported that BPS is adipogenic in human primary preadipocytes, where it induced lipid accumulation and expression of adipogenic genes both at high and at environmentally relevant concentration [21] . In addition, we and others have shown that BPS treatment increased lipid metabolism, glucose uptake and adipogenesis in the murine 3T3L1 preadipocyte cell line [22, 23] . Further, we have also reported that BPS was more potent than BPA in inducing adipocyte-related genes, and that BPS but not BPA was a partial PPARγ agonist [23] . Despite the cumulative data showing BPS and BPA-mediated effects the mechanisms of action by which these chemicals affect endocrine function, lipid accumulation and adipogenesis, in particular, remain to be determined.
The objective of the current study was to compare the gene expression profiles of differentiating human primary preadipocytes in response to BPA and BPS to identify potential mechanisms of actions involved in BPA-and BPS-induced adipogenesis. To do this, human primary preadipocytes were exposed to 25μM BPA, 25μM BPS or DEX for two or four days, alongside concurrent solvent controls. Poly-A RNA sequencing was used to derive gene expression profiles. The results provide important molecular insight into the mechanisms leading to altered adipogenesis. This study presents the first comparison of the gene expression profiles of BPAand BPS-treated preadipocytes early in adipogenesis and provides insight into mechanisms of action of both chemicals in the adipogenic process providing information on potential metabolic effects and potential obesity related health risk.
Materials and Methods

Adipocyte differentiation
Human subcutaneous primary preadipocytes (Zenbio, Inc., Research Triangle Park, NC, USA) from five different female donors with body mass indexes < 25 and who gave informed consent were differentiated in Preadipocyte Medium (ZenBio, Inc., Research Triangle Park, NC, USA) containing 33 μM biotin, 17 μM pantothenate, 100 nM insulin (Roche Diagnostics, Laval, QC, Canada), and 500 μM of 3-isobutyl-1-methylxanthine (IBMX) from day 0 to day 4 and 5 μM troglitazone from day 2 to day 4 (all from Sigma-Aldrich, Oakville, ON, Canada). In addition, cells were treated with vehicle control (ethanol), 25 μM BPA, 25 μM BPS, previously found to be optimal concentrations for the induction of adipocyte differentiation [18, 21, 23] 
RNA isolation
Total RNA were extracted from differentiating cells treated as described above using the RNeasy Kit and genomic DNA was eliminated using the RNase-Free DNase Kit (both from Qiagen, Toronto, ON, Canada). RNA was quantified using a NanoDrop 2000 (Thermo Scientific, Waltham, USA) and RNA quality was determined using a BioAnalyzer (Agilent Technologies, Santa Clara, USA). RNA samples with A260/A280 ratios > 1.8 and RNA integrity numbers (RIN) > 8.0 were used.
Ion Proton™ Sequencing (RNA-Seq)
Total RNA (1μg) from four treatment groups of preadipocytes from five unique donors were used for RNA-Seq. Poly-A RNA enrichment (DynaBeads1 mRNA DIRECT Micro Kit) was performed for each sample on 1 μg of total RNA. The Ion Total RNA-Seq Kit v2 was used to fragment and prepare the sample libraries from poly-A enriched samples. The 3'-end barcode adapters provided in the Ion Xpress™ RNA-Seq Barcode Kit were ligated to the ends of the fragmented libraries (each PCR product receiving its own unique barcode). Libraries were then amplified using the Platinum1 PCR SuperMix High Fidelity. Each amplified library was quantified/qualifiedusing the High Sensitivity D1000 ScreenTape Kit and the Agilent1 2200 TapeStation Instrument. Aliquots of each library were pooled together for a total final concentration of 50 pM. Emulsion PCR (em-PCR) and chip loading was performed on the Ion Chef with the Ion P1 HI-Q Chef kit. The chips (P1 v3) were run on the Ion Proton using the HI-Q chemistry. The Proton™ Torrent Server version 4.3 interpreted the sequencing data and generated unaligned BAM files for each barcoded sample. Reads were trimmed to remove low quality read prefixes, then aligned to the reference genome (GRCh38v77) using Star [24] and Bowtie [25] . Following alignment, gene counting was performed with HT-Seq count (http:// www-huber.embl.de/users/anders/HTSeq/doc/count.html)with the m parameter set to "intersection-nonempty" using the Ensembl GTF annotation (GRCh38v77). The table of counts was then imported into R where genes with a total count less than 0.5 read per million reads per dose group were removed from further analyses. The EdgeR [26] package was used for the analysis by normalizing with TMM [27] and calculating differentially expressed genes using the GLM function. The donor ID was blocked in the design matrix to reflect the experimental design. The data is publically available from Sequence Read Archive (www.ncbi.nlm.nih.gov/ Traces/sra/sra.cgi?view=studies; BioProject ID: SRP072037).
Biological and pathway analyses
All genes with a false discovery rate (FDR) p < 0.05 and fold-change > +/-1.5-fold up-or down-regulated compared to matched controls were considered significantly differentially expressed and selected for further analyses. Biological functions, pathways and upstream regulatory molecules/networks were analyzed using Ingenuity Pathway Analysis (IPA) (Ingenuity Systems, Redwood City, USA) as further described. The differentially expressed genes were uploaded into Ingenuity Pathway Analysis (IPA) (Ingenuity Systems, Redwood City, USA) for functional analysis. Within IPA, a standard analytical workflow was used to identify the disease and biological functions (containing high quality gene ontology information and curated lists of genes from the literature linked to specific biological functions and diseases), and IPA canonical pathways (curated pathways with specific directionality shown) that were over-represented (enriched) within the dataset and upstream regulator networks were analyzed using IPA (Ingenuity Systems, Redwood City, USA). The significance of the association between the gene expression dataset and the pathways/ and functions in IPA was measured using Fischer's exact test (deemed significant if p 0.05). Regulatory networks (generated de novo in IPA using the input data and curated connectivity across molecules, genes, pathways, and other networks (etc.) in IPA's 'Global Molecular Network') were visualized to explore connectivity across the molecules in the data set. IPA networks are ranked and assigned a p-score based on a Fisher's exact test using the number of genes in the network and the number of focus genes in the network relative to IPA's 'Global Molecular Network' (ref: https://www.ingenuity.com/wpcontent/themes/ingenuity-qiagen/pdf/ipa/IPA-netgen-algorithm-whitepaper.pdf). IPA was also used to predict upstream modulators (including transcription factors, cytokines and chemical exposures) that are consistent with the altered patterns of transcription observed and that might be driving the expression changes. These analyses provide insight into different aspects of the toxicological response for the chemical treatments, enabling an evaluation of significant biological perturbations, what may be the primary factors and signalling molecules regulating the observed transcriptional changes. These reflect IPA derived networks used to demonstrate the interaction of molecules in the gene lists and assess what may be major regulators of effects and biological outcomes. The significance of the interactions between different nodes is not shown in the network. Instead, the derived networks are ranked and assigned a pscore (defined as-log(p-value)) based on a Fisher's exact test using the number of genes in the network and the number of focus genes in the network relative to IPA's 'Global Molecular Network' (ref: https://www.ingenuity.com/wp-content/themes/ingenuity-qiagen/pdf/ipa/IPAnetgen-algorithm-whitepaper.pdf).
Quantitative RT-PCR
RNA (1 μg) was reverse transcribed into cDNA using the iScript Advanced cDNA Synthesis Kit (BioRad). Sample cDNA was amplified in a CFX96-PCR Detection System using the iQSYBR SsoFast EvaGreen Supermix (BioRad). The primer pairs for each gene target were: phosphoenolpyruvate carboxykinase 1 (PCK1): Forward-ATCCACATCTGTGACGGCTC, Reverse-GGGTCAGTGAGAGCCAACC; cell death-inducing DFFA-like effector C (CIDEC): Forward-AACGCAGTCCAGCTGACAAG Reverse-CACTGACACATGCCTGGAGA; fatty acid binding protein 5 (FABP5): Forward-CATGAAGGAGCTAGGAGTGGG, Reverse-GCT CTCAGTTTTTATGGTGAGGT; glycerol-3 phosphate dehydrogenase 1 (GPD1): Forward-ACATTGGAGGCAAAAAGCTGAC, Reverse-TGGGACAGCCACCACATTT; perilipin 4 (PLIN4): Forward-CATTTGAACACGCGGTGAGC, Reverse-GCTGGGCCTTTTCAATC AGC; adiponectin (ADIPOQ): Forward-ACCAGAGGAGGAGTAGGTTTGT, Reverse-TCAT CAGTTTGCTTGTCTCTTCT; and β-Actin (ACTB): Forward-GACTTCGAGCAAGAGAT GGC, Reverse-CCAGACAGCACTGTGTTGGC. Primer efficiencies were !90% and specificity was confirmed by sequence blast and melting curve analysis. All target gene transcripts were normalized to ACTB and the comparative C T (ΔΔC T ) method was used for data analysis. Statistical significance was analysed by one-way ANOVA with Holm-Sidak post-test analysis using SigmaPlot 12.5 (SigmaPlot, San-Jose, CA, USA).
Results
Expression profiles of BPA-BPS-and DEX-treated preadipocytes
Changes in the transcriptional response of differentiating preadipocytes treated with BPA, BPS or DEX relative to vehicle control, in the presence of IBMX, insulin and troglitazone, were identified by poly-A RNA-seq. DEX-treated cells were used as a positive control, as DEX is a known potent activator of adipogenesis in human primary preadipocytes [28] . The number of DEGs on day 2 and day 4 is summarized in Fig 1. For BPA-treated cells, changes in gene expression were observed for 472 genes on day 2 and 176 genes on day 4. For BPS-treated cells, changes in gene expression were observed for 195 genes on day 2 compared to only 51 genes on day 4. Significant changes in gene expression were observed for 2544 genes in response to DEX on day 2 and 2469 genes on day 4. Of the DEGs affected by BPS on day 2, only 39 genes (20%) were in common with BPA (Fig 1) , whereas 68% of the DEGs changed by BPS were in common with DEX. For BPA treatment 50% of the DEGs were also altered by exposure to DEX. Likewise on day 4, 19 DEGs (40%) following BPS-treatment were also altered by BPA, whereas 80% of the BPS-induced DEGs were in common with DEX. In contrast, only 55% of the DEGs following BPA treatment were in common with DEX on day 4. Interestingly and perhaps unexpectedly, the data show that BPS induces more DEGs in common with DEX than it does with BPA.
When the top ten DEGs following treatment with BPA or BPS were compared surprisingly, none of the top regulated genes were common between the two compounds ( Table 1) . On day 2, the largest fold-increase in gene expression following BPA treatment was ecotropic viral integration site 2B (EVI2B) (5.7-fold), while the most down-regulated gene was grainyhead-like 1 (GRHL1) (-3.5-fold). The largest fold-increase in gene expression following BPS treatment was fatty acid binding protein (FABP) 4 4 (6.9-fold). Other notable up-regulated DEGs by BPS treatment on day 2 included FABP5 (4.8-fold), Glycerol-3-Phosphate Dehydrogenase 1 (GPD1) (3.6-fold), Perilipin-4 (PLIN4) (3.4-fold) and cell death inducing DFFA like effector C (CIDEC) (2.9-fold), all genes involved in lipid metabolism. The most down-regulated gene following treatment with BPS on day 2 was autophagy related 9B (ATG9B) (-4.0-fold). In cells treated with DEX, the largest fold-increase in gene expression was phosphoenolpyruvate carboxykinase 1 (PCK1) (199.4-fold). Other notable gene changes in the DEX treatment group included adiponectin (ADIPOQ) (107.0-fold), CIDEC (107.0-fold), GPD1 (60.9-fold) and perilipin 1 (PLIN1) (42.6-fold), consistent with the fact that DEX is a well-known regulator of lipid metabolism and adipogenesis [18, 28, 29] . The complete list of DEGs in response to BPA, BPS and DEX is shown in S1-S3 Tables. The data suggest that BPS modulates DEGs specifically related to lipid metabolism and adipogenesis to a greater extent than BPA.
Validation of select differentially expressed genes by real-time quantitative PCR (RT-qPCR)
Expression changes for six genes affected in the RNA-seq following exposure to BPA, BPS or DEX and known to be involved in adipogenesis, were validated by RT-qPCR (Fig 2) . The foldchanges in gene expression following treatment were mostly consistent with the RNA-seq analysis. Some of the gene changes in BPS-treated cells identified by RT-qPCR were not identified as significantly changed by RNA-seq, namely PCK1 and ADIPOQ on day 2 as well as FABP5 and PLIN4 on day 4. This is likely due to the differences in sensitivity between the two techniques. Remarkably, for all the genes validated which include PCK1, CIDEC, FABP5, GPD1, PLIN4 and ADIPOQ, BPS was much more efficient than BPA at upregulating these genes. Further the extent of the induction was greater and reached statistical significance for BPS treatment, with fold changes in expression levels as compared to controls reaching 3, 3, 4, 5, 4 and 7-fold respectively (Fig 2) . Interestingly, the fold increases, at day 4, in response to BPS was comparable to the fold increases in response to DEX, our potent positive control (Fig 1) .
Canonical pathways identified in IPA's Knowledge Base
The DEGs after each of the treatments i.e. BPA, BPS and DEX were uploaded into IPA, and canonical pathways (curated pathways with or without specific directionality) that were over-represented (enriched) within the dataset are presented in Table 2 . All pathways presented were statistically significantly altered in IPA. Pathways that were the most significantly enriched with DEGs from BPA and BPS treatment groups are listed in Table 2 . The most perturbed pathways in BPA-treated preadipocytes on day 2 included hepatic fibrosis, liver X receptor/retinoid X receptor (LXR/RXR) activation and hepatic cholestasis. Pathways found to be perturbed by BPA treatment on day 4 included LXR/RXR activation and atherosclerosis signaling. The top pathways, by statistical significance, in BPS-treated preadipocytes on day 2 include 5' adenosine monophosphate-activated protein kinase (AMPK) signaling, adipogenesis and cholesterol biosynthesis. DEG enriched BPS-associated pathways on day 4 included LXR/ RXR activation, AMPK signaling and peroxisome proliferator-activated receptor alpha (PPARA)/RXRA activation, pathways that are related to lipid metabolism and/or adipogenesis. The complete list of pathways identified following BPA, BPS and DEX treatment is shown in S4-S6 Tables. Much like the differences in DEGs, BPS-treatment affected a greater number of pathways involved in lipid metabolism and adipogenesis than BPA-treatment.
Disease and biological function enrichment analysis
IPA was also used to investigate the potential links to biological outcomes and disease, based on DEGs enrichments and containing high quality gene ontology information and curated lists of genes from the literature linked to specific biological functions and diseases. The summary of the analysis is shown in Table 3 . The top biological functions affected in BPA-treated differentiating preadipocytes on day 2 were associated with embryonic development and pressure of arteries, while the top two biological functions enriched in BPA-treated preadipocytes on day 4 were associated with lipid metabolism (concentration of triacylglycerol), and cell death and survival related to muscle. The biological functions enriched in BPS-treated preadipocytes on day 2 were primarily related to lipid metabolism including uptake and storage of lipid, quantity of adipose tissue and transport of lipid and fatty acids as well as weight gain. Similarly, the disease and biological functions enriched in BPS-treated preadipocytes on day 4 were also associated with lipid metabolism, fat accumulation and obesity. The complete list of diseases and functions enriched following treatment with BPA and BPS on day 4 was well as DEX on both day 2 and day 4 are shown in S7-S9 Tables, respectively.
Upstream regulator analysis
IPA was also used to predict upstream modulators (including transcription factors, cytokines and chemical exposures) that are consistent with the altered patterns of transcription observed and that might be driving the expression changes. Statistically significant enrichment of upstream regulators of the DEGs was identified for BPA-and BPS-treated cells using IPA ( Table 4) . For BPA treatment, positive upstream regulators of day 2 DEGs included leptin receptor (LEPR), uncoupling protein 1 (UCP1) and follicle stimulating hormone beta (FSHB), whereas negative upstream regulators included IKAROS family zinc finger 1 (IKZF1), serum response factor (SRF) and megakaryoblastic leukemia 1 (MKL1). Positive upstream regulators of DEGs on day 4 for BPA included prostaglandin E receptor 4 (PTGER4) and PPARG, whereas negative upstream regulators included interleukin-1 beta (IL1B), insulin receptor (INSR) and nuclear receptor co-repressor 1 (N-CoR). For BPS treatment, positive upstream regulators for day 2 DEGs included PPARG, PPARA, CCAAT-enhancer-binding protein beta (CEBPB), colony stimulating factor 2 (CSF2), SREBP cleavage-activating protein (SCAP), mediator complex subunit 1 (MED1) and mesenteric estrogen-dependent adipogenesis (MEDAG) whereas the negative upstream regulators included insulin-induced gene 1 (INSIG1) and N-CoR. Interestingly, for BPS, the only positive upstream regulator identified on day 4 was PPARG, whereas negative upstream regulators included N-CoR, homeobox A10 (HOXA10) and mediator complex subunit 13 (MED13). The complete list of the many upstream regulators identified in response to DEX is listed in S10 Table. Regulator network analysis
Networks that were assigned a p-score (defined as-log(p-value)) based on a Fisher's exact test using the number of genes in the network and the number of focus genes in the network relative to IPA's 'Global Molecular Network' are also presented in Fig 3 . This analysis revealed a main regulatory network for BPA on day 2 with LEPR as an upstream regulator for a number of genes linked to inflammation of the liver and quantity of nitric oxide (Fig 3A) . Interestingly, in BPS-treated cells on day 2 the regulatory network shown in Fig 3B identified key adipogenic factors (PPARA, PPARG, MEDAG and N-CoR) as upstream regulators that control a group of important lipid metabolism and adipogenesis-related genes including FABP3, FABP4, cluster of differentiation 36 (CD36), hormone sensitive lipase (LIPE), FABP5, acetyl-CoA carboxylasebeta (ACACB), lipoprotein lipase (LPL), PLIN1 and CIDEC. Most of these genes were also part of a network involved in transport of lipid, uptake of lipid, storage of lipid, transport of carboxylic acid and insulin sensitivity. Likewise, BPA treatment altered a network of genes on day 4 related to adipogenesis/lipid metabolism. This network identified the key upstream regulators PPARG and N-CoR and exhibited a small number of genes involved in lipid metabolism which include stearoyl-CoA desaturase (SCD), CIDEC, apolipoprotein E (APOE) and FABP4 ( Fig  3C) . On day 4, the network showed inhibition of the upstream regulator N-CoR in BPS-treated cells which leads to activation of adipogenic genes such as SCD, PLIN1, ACACB, CIDEC, ADI-POQ and FABP, leading to obesity (Fig 3D) .
Discussion
It is well accepted that exposure to some chemicals, collectively referred to as obesogens, can have repercussions on human health as endocrine disrupters and as possible contributors to the rising obesity rates and metabolic disorders. We and others have previously shown that both BPA and BPS can induce adipogenesis in human and mouse preadipocyte cell models, categorizing them as potential obesogens [17] [18] [19] [20] [21] . However, it is not clear whether both compounds act similarly, have the same gene signature, or have the same predicted mode of action in these model systems. Due to the similarities in chemical structure, it was expected that the gene expression profiles after BPA and BPS treatments would be somewhat similar. However, striking differences in the DEGs affected by the two chemicals and particularly those involved in lipid metabolism and adipogenesis were observed in the human pre-adipocytes exposed to the same concentrations of BPA and BPS. Out of the 650 DEGs affected by BPA at day 2 and the 174 DEGs affected by BPA at day 4 only a few DEGs were genes identifiable with the adipocyte phenotype (S1 Table) . Interestingly, hydroxysteroid 11-beta dehydrogenase 1 (HSD11B1), the enzyme that converts cortisone to cortisol, was up-regulated by BPA treatment consistent with what was previously reported for BPA in adipose tissue from obese children {{204 Wang, Table 1 and S1 Table. This suggests that BPS is more specific in its effects and upregulates genes that are specifically related to the development of the adipose tissue and lipid accumulation in the human primary preadipocytes. We have previously reported that in the 3T3-L1 murine model BPS was more potent at inducing adipogenesis than BPA, when compared at equivalent concentrations [23] .
In that study we show that BPS was more able than BPA to induce fat accumulation and gene expression of adipogenic markers [23] . In agreement with the mouse model, BPS primarily induced the expression of lipid metabolism related genes and the induction occurred earlier in the differentiation process. In line with this observation, on day 2, there was up-regulation of the fatty acid binding family of proteins showing the conversion of the preadipocytes to mature adipocytes in response to BPS but not BPA treatment. In contrast, adipose specific genes were upregulated only at day four in response to BPA, and there were less adipose specific genes affected. These results show that BPA may be less efficient at promoting adipogenesis than BPS. Further, we also show that BPS induced the expression of all the adipogenic genes confirmed by RT-PCR (Fig 2) to double the levels of the ones induced by BPA treatment and interestingly, for some genes, such as ADIPOQ, to the same extent as DEX (Fig 2) . Again, these results confirm the phenotype predicted by the transcriptomic analysis showing a much more adipose specific phenotype resulting from BPS treatment. Perhaps earlier time points would have shed light on potential transcription factors that may be involved in BPS induced adipogenesis in human primary preadipocytes. One possible mechanism is through PPARG activation as previously shown by our group [23] . PPARG is required for adipogenesis and was identified as an upstream regulator in IPA following BPS-treatment on day 2. PPARG was also identified as an upstream regulator for BPA but only on day 4 (Fig 3) . We have previously shown that BPS but not BPA is a partial agonist for PPARG [23] . Others have also shown that the BPA analogues tetrabromobisphenol A (TBBPA) and tetrachlorobisphenol A (TCBPA) bind PPARG and promote adipocyte differentiation [30] . PPARG has been found to be an upstream regulator in the RNA-seq analysis corroborating a role for PPARG in the effects mediated. However, we could not detect PPARG in the DEGs in either of the chemicals, showing that these PPAR target genes may have been upregulated by another yet unknown regulator, or by activation of PPARG by endogenous ligands. Interestingly, PPARG was upregulated Ratio represents the number of differentially expressed genes mapped to the IPA pathway divided by the total number of genes in the IPA pathway.
doi:10.1371/journal.pone.0163318.t002 by DEX showing that it is unlikely that these chemicals exert their effects through upregulation of PPARG expression, but rather through direct or indirect receptor activation.
One other mechanism of action may be through the recently characterized ADIRF which was up-regulated by both BPA and BPS at day 4 and has been shown to play a role in fat cell development by enhancing the expression levels of the regulators of adipocyte differentiation PPARG and CCAAT-enhancer-binding protein alpha (CEBPA) in 3T3 L1 cells [31] . Interestingly, ADIRF is also highly expressed in obese individuals, suggesting a role for this gene in the development of obesity [31] . However, it is unlikely that this gene is the initiator of adipogenesis due to its late expression. Future studies will examine the effect of these bisphenols on ADIRF expression and its role in regulating chemically induced adipogenesis. Another interesting DEG that was up-regulated in both BPA-and BPS-treated cells was CIDEC. Several studies have shown that CIDEC is up-regulated during adipogenesis and is localized to the lipid droplet surface where it interacts with PLIN1, which was also affected in this study, and is essential for the differentiation of adipose tissue [32] [33] [34] [35] . CIDEC was also shown to bind and cause the degradation of AMPK [36] which was identified as a negative downstream regulator in our analysis in BPS-treated preadipocytes. Inhibition of AMPK was shown to increase SREBF1 activity in hepatocytes [37] , and SREBF1 was shown to be a key transcription factor in adipocyte differentiation of 3T3-F442A cells [38] . Regulation of lipid droplet formation and adipogenesis through ADIRF and CIDEC may be common pathways for BPA-and BPS-induced adipogenesis since they were up-regulated by both chemicals in this study.
Despite these few commonalities our analysis showed clear differences between the canonical pathways and upstream regulators identified following BPA-and BPS-treatment. For BPAtreated cells, only a few pathways were related to lipid metabolism and adipogenesis. In contrast, BPS-treated cells revealed alterations in a variety of lipid metabolism/adipogenesis pathways including the adipogenesis pathway, and cholesterol biosynthesis This analysis also suggested that BPS activates a more extensive number of lipogenic and adipogenic pathways and that these changes occur earlier in the differentiation process than following BPA treatment.
There were few interesting findings in the RNA-seq analysis that suggest that BPA and BPS treatments confer unique phenotypes in the resulting adipocyte. For example, BPA but not BPS increased the expression of interleukin 1 receptor antagonist (IL1RN) by 5.6 fold. IL1RN has been previously shown to be upregulated in morbidly obese patients and in visceral adipose tissue. IL1RN is a protein that, despite its name, is known to increase inflammation [39] and was also upregulated by DEX by 17 fold (S3 Table) . Another discovery in the present study was the perturbation of the LXR/RXR pathway by both BPA (at day 2 and day 4) and BPS at day 4. Despite the fact that this pathway was perturbed, the z-score did not show a clear activation of the pathway, probably due to the limited number of genes involved. It is unlikely that a direct activation of the LXR is involved as Sui Y et al. showed that BPA activates PXR but not LXR and therefore the effects of BPA on the LXR/RXR pathway may be indirect [40] . LXR has been shown to increase adipocyte differentiation through PPARG up-regulation [41] [42] and to regulate cholesterol efflux [43] . In this study, LXR was identified as a potential up-stream regulator due to the presence of DEGs such Activation z-score +/-2 indicates a statistically significant directionality in the pathway.
as APOE and SCD that were previously shown to be affected by LXR activation [44, 45] . However, most of the published data were obtained in hepatocytes, where it has been shown that LXR plays an important role in de novo lipogenesis [46] . The role of LXR in adipocytes in general, and especially in human adipocytes is less understood. However, it is known that one of the main downstream target genes of LXR is sterol-regulatory binding factor 1 (SREBF1) which, as previously mentioned, is important in adipogenesis and lipogenesis [47] . Although SREBF1 expression was not changed, we found that, SCAP was identified as a positive upstream regulator only in BPS-treated preadipocytes at day 2 ( Table 4) . SCAP is crucial for the activation of SREBF1 which in turn is important for lipid accumulation [48] . The PPARA/ RXR and FXR and PXR/RXR activation pathways were also identified in BPS-treated preadipocytes and they have all been shown to modulate adipogenesis, lipid metabolism or obesity [42, [49] [50] [51] [52] . PXR is not known to be expressed in mouse adipose tissue, either WAT or BAT, [53] however, it is not clear if the same is true for the human primary preadipocytes. Until this is established it is unlikely that PXR has a role in human preadipocyte adipogenesis and unlikely to mediate the effects of BPS. Interestingly, the N-CoR complex activity was identified to be downregulated in our study both by BPS and BPA (Fig 3) . At day 4 the only identified pathway linking BPS to obesity was N-CoR inhibition. Knockout of N-CoR in mice adipose tissue resulted in obesity likely through PPARG post-translational regulation [54] . In our study N-Cor inhibition was found by IPA in BPS and BPA treatments and this inhibition could result in obesity, similarly to the findings in N-Cor knockout mice [54] .
This study presents the first comparison of the gene expression profiles in BPA-and BPStreated human preadipocytes early in differentiation. While we showed that both BPA and BPS induce lipid accumulation in these cells [18, 21] , the analysis suggests that BPS modulates DEGs and regulatory pathways that are more specific for adipogenesis and lipid metabolism as compared to the broader effects of BPA. Further, through gene expression analysis we show here that BPS treatment, and possibly exposure, resulted in a gene signature that suggests effects on metabolism, adipocity and insulin sensitivity. This study highlights that potential adverse human health effects may result from human exposure to the BPA replacement chemical, BPS, and that these effects warrant further investigation. 
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